Background: Staphylococcus aureus (S. aureus) is a common cause of bacteremia, which leads to significant morbidity and mortality. We investigated the relationship between time to positivity (TTP) and clinical outcomes in children with S.aureus bacteremia in the China.
Background
Staphylococcus aureus (S. aureus) is a common cause of bloodstream infections [1] and S. aureus bacteremia (SAB) leads to significant morbidity and mortality, both in adults and children [2] [3] [4] . The prevalence of SAB in the pediatric populations of industrialized nations is high, ranging from 8.4 to 30/100,000 person-years [5, 6] . Previous studies emphasized the importance of early laboratory detection of SAB [7, 8] , and demonstrated the time to positivity (TTP) of blood culture may serve as a predictor of clinical outcomes for adult SAB patients [9] [10] [11] [12] . TTP has also been studied in children's bacteremia caused by H. influenza [13] , S. pneumonia [13, 14] , and N. meningitides [15] . Several studies indicated that early TTP was a poor prognostic factor in adult SAB patients [10, 16, 17] . However, few studies have assessed the value of TTP in SAB children, the relationship between TTP and the clinical outcomes of SAB children remains unclear. Here we aim to evaluate the relationship between TTP and clinical presentations and outcomes, to explore the risk factors of in-hospital mortality, septic shock incidence in children with SAB.
Methods

Study design and patients
This study was performed in Children's Hospital of Chongqing Medical University, a 1500-bed tertiary level III teaching hospital in Chongqing, China. SAB children hospitalized in Children's Hospital of Chongqing Medical University between 29 January 2014 and 29 August 2017 were enrolled retrospectively. The inclusions had the following characteristics: (i) inpatients (not include the emergency department); (ii) age < 18 years; (iii) with ≥1 S. aureus blood culture positive; (iv) with systemic inflammation reaction syndrome status. The exclusion criteria included any of the following: (i) patients who were lost to follow-up; (ii) patients with incomplete clinical information; (iii) patients without TTPs in medical records.
Definitions
Staphylococcus aureus bacteremia (SAB) was defined as at least 1 positive S. aureus blood culture with systemic inflammation reaction syndrome status (SIRS), SIRS was defined according to the criteria previous published on Pediatr Crit Care Med [18] . Time to positivity (TTP) was defined as the time period between blood incubation and the positive signal, whereby all individuals were included only once. When multiple cultures were positive, the shortest TTP was enrolled. Prior antibiotic exposure was considered when the antibiotic was used before hospital-admission, regardless of administration time and dosage, appropriateness was judged by latter susceptibility results. Immunosuppressants consisted of corticosteroid and other cytotoxic agents, it was considered when duration of use ≥1 month. Neutropenia in this manuscript was associated with chemotherapy, defined by ANC (absolute neutrophil count) < 6.0 × 10 9 /L (infants), < 1.0 × 10 9 /L (< 1 year old), and < 1.5 × 10 9 /L (≥1 year old). The source of infection consisted of pneumonia, bone and joint, skin or soft tissue, endocarditis, CNS (central nervous system) infection, incisions, catheter related infection (urethral catheters and thoracic drain tube), and multiple sites. Nosocomial infection was defined as S. aureus infection that occurred > 48 h after hospital (not include the emergency department) admission or < 48 h after discharge. The length of hospitalization was defined as the time period between admission and discharge. The classification of septic shock was defined according to the criteria previously published in JAMA [19] .
Microbiologic method
Approximately 3 mL of blood was inoculated into BAC-TEC plus aerobic bottles, which were then transported to the laboratory and immediately incubated in an automated continuous monitoring system. The BD diagnostic system was used for blood culture, which monitors CO 2 production every 5 min by means of a fluorescent signal. Bottles with positive results were examined by Gram staining, and their contents were subcultured. Species identification and susceptibility tests were performed using Vitek identification and susceptibility cards (bioMe'rieux Vitek).
Data collection
The collected data included TTP of blood culture, demographic characteristics (age, gender, weight), underlying conditions (hematologic malignancy, congenital heart disease, neutropenia, primary immunodeficiency, chronic kidney disease), hypoalbuminemia, APACHE (acute physiology and chronic health evaluation) II scores, sources of infection as mentioned earlier, prior antibiotic exposure, appropriate antibiotic exposure, immunosuppressants use, nosocomial infection, methicillin-resistance, need for invasive mechanic ventilation, need for vasoactive agent, length of hospitalization, the incidence of septic shock and in-hospital mortality.
Clinical outcomes
The primary outcome was in-hospital mortality. Since previous studies suggested that septic shock meant worse outcomes in adult SAB patients [20] , it was chosen as the second outcome.
Statistical methods
The continuous variables were presented as medians, and the first and third quartiles; the Student's t test, Chi-square test, or the Mann-Whitney U test were used for analysis. The categorical variables were presented as rates and incidences, and assessed by means of the Χ 2 test or Fisher's exact test. The log-rank test for Kaplan-Meier time-to-positivity analysis was constructed. Receiver operating characteristic (ROC) curves were plotted for the rate of sensitivity and 1-specificity. Youden's Index was used for optimal cut-off selection, and the area under the curve (AUC) was calculated. The non-parametric test was constructed for the comparison of two groups. Univariate and multivariate logistic regression tests were constructed, for exploring the independent risk factors of septic shock and in-hospital mortality. Univariate logistic regression test was constructed for all independent risk factor exploration of in-hospital mortality, septic shock. Multivariate logistic regression test was constructed for the variates that showed differences in Univariate logistic regression test. The odds ratio (OR) and their 95% confidence interval (CI) were calculated for the statistically significant variables. All the tests were performed using SPSS (Version 19.0.0 for Windows), and p-value < 0.05 was considered to be statistically significant.
Results
Study population
During the study period, 95 inpatient children with ≥1 S. aureus blood culture positive and systemic inflammation reaction syndrome status were enrolled retrospectively. Of them, 4 cases were lost to follow-up, 3 cases had incomplete clinical information and 4 cases missed their TTPs in medical records. Therefore, 84 cases were finally included in the study (Fig. 1 ).
Clinical characteristics of S. aureus bacteremia in children
The median (IQR) age of the enrolled SAB children was 56.00 (10.95, 126.25) 
TTP of S. aureus bacteremia in children
The median time to positivity (TTP) of blood culture of the 84 SAB children was 21.80 h (IQR 17.90, 27.42). The bar chart of TTP is shown in Fig. 2 . The Kaplan-Meier tests of TTP analysis were constructed respectively with the categorical variables of outcomes. We observed a significant association of TTP with in-hospital mortality (P = 0.001) and septic shock incidence (P = 0.001) (Fig. 3) . Receiver operating characteristic (ROC) curves of the TTP were plotted according to the primary outcome (in-hospital mortality) (See "Clinical outcomes" under Methods). Following Youden's index methodology, we found 16.955 h to be the optimal cut-off point (61.5% sensitivity, 91.5% specificity, the area under the curves -AUC -were 0.776, with 95% CI 0.625-0.927) (Fig. 4) . Therefore, we selected 17 h as the standard cut-off. Based on this, patients were divided into two groups: early detection group (TTP ≤17 h) and late detection group (TTP > 17 h).
Clinical characteristics and outcomes comparison of early and late TTP group patients
A comparison between these two TTP groups was shown in Table 1 . Demographic characteristics, the proportion of underlying conditions, APACHE II scores, hypoalbuminemia, prior antibiotic exposure, immunosuppressant use, nosocomial infection, methicillin-resistance and length of hospitalization -all were similar between the two groups. However, the other parameters showed important differences. In the early TTP group, 42.9% cases (6/14) needed invasive mechanical ventilation, but only 17.1% cases (12/ Fig. 1 Flow diagram of the population. As shown, a total of 84 cases were enrolled according to the inclusion and exclusion criteria, and then divided into early detection group (TTP ≤ 17 h) and late detection group (TTP > 17 h). The clinical characteristics of each group were then determined 70) in the late TTP group needed it (P = 0.033). Vasoactive agent was needed in 50.0% cases (7/14) in early TTP group but only in 18.6% cases (13/70) in the late TTP group (P = 0.012). In-hospital mortality was 57.1% (8/14) in early TTP group but 7.1% (5/70) in late TTP patients (P = 0.000). Septic shock occurred in 8 patients (8/14, 57.1%) in early TTP group and in 13 patients (13/70, 18.6%) in late TTP patients (P = 0.002). Taken together, these results indicated critical clinical differences between the early and late TTP groups.
Risk factors of in-hospital mortality
Univariate logistic regression test demonstrated that in-hospital mortality was correlated with hematologic malignancy, immunosuppressants use, need for invasive mechanical ventilation and vasoactive agent, neutropenia, Fig. 2 Bar chart of TTP in Staphylococcus aureus bacteremia children. Out of a total of 84 SAB children, the number of children in each TTP period was plotted against the corresponding TTP, as shown. Details of the quantification have been described in Methods Fig. 3 Comparison of TTP in initial blood culture series according to in-hospital mortality and septic shock. (A) Kaplan-Meier tests were plotted against in-hospital mortality. Cumulative probability of time to positivity of in-hospital mortality patients are presented as the green curve, while survival patients are shown in blue. The difference is significant (P = 0.001). (B) Kaplan-Meier tests plotted against septic shock. The green curve represents the cumulative probability of time to positivity of patients with septic shock, and the blue curve represents patients without, the difference being significant (P = 0.001) APACHE II score ≥ 15 and early TTP. Multivariable logistic regression test showed that early TTP, need for vasoactive agent were independent risk factors of in-hospital mortality (Table 2) .
Risk factors of septic shock
The univariate logistic regression test demonstrated that the incidence of septic shock was correlated with hematologic malignancy, immunosuppressants use, need for invasive mechanical ventilation and vasoactive agents, neutropenia, APACHE II score ≥ 15, and early TTP. As before, multivariable logistic regression showed that early TTP, need for vasoactive agent and APACHE II score ≥ 15 were independent risk factors of incidence of septic shock (Table 3) .
Discussion
The prognostic role of TTP in SAB children remained unclear, which prompted us to conduct the present study. We explored the correlation between TTP and clinical characteristics and clinical outcomes in SAB children. As noted above, the median TTP in this group of children was 21.80 h (IQR 17.90, 27.42), and the optimal TTP cut-off was 16.955 h, which were longer than those of adult SAB patients having the optimal TTP cut-off of 12 or 14 h [10, 11, 16] . TTP of blood culture could be influenced by many factors, such as the inoculum, the volume of blood drawn, the incubation conditions and the presence of growth [21] . Although the incubation conditions were stable in our study, only 3 ml blood was extracted to inoculate from our pediatric patients, which was much less than 10 ml in adults. Thus, despite the higher bacterial load in children, this relatively less blood volumes may lead to the long TTPs. Kim et al. [16] stated that the TTP of MRSA was longer than that of MSSA, and nearly one thirds of the bacteria in our study were MRSA, which could also contribute to long TTPs. Our results inferred that adult and childhood SAB patients may present different TTPs; this is consistent with the previous study by Hal SJV et al. [12] , which found that age was a predictor of mortality.
To our knowledge, this is the first study to explore the relationship between TTP and clinical outcomes of SAB in children. Here, we have documented that early TTP group patients had 97-fold higher in-hospital mortality and 7-fold higher incidence of septic shock than those with late TTPs. Early TTP was an independent risk factor of in-hospital mortality and septic shock incidence, which indicated that early TTP is indeed associated with worse clinical outcomes in children with SAB. The concept of early TTP of blood cultures is directly related with a higher bacterial load in blood. This is in line with the previous studies in adults, in which early TTP was considered an indicator of poor clinical outcomes [10, 16, 17, 22, 23] . Fig. 4 ROC curves of TTP to predict in-hospital mortality. The ROC curves were plotted according to the in-hospital mortality, and diagonal reference line is also shown. The X axis is 1-specificity, Y axis is sensitivity, and 16.955 h was the optimal cut-off point according to Youden's index methodology. As shown above, ☆ points to the optimal cut-off, sensitivity is 61.5%, specificity is 91.5%, AUC (area under curve) is 0.776, with 95% CI 0.625-0. 927 We also documented that patients needing vasoactive agents had a 40-fold higher in-hospital mortality and 27-fold higher incidence of septic shock. Need for vasoactive agent was in fact another independent risk factor of in-hospital mortality and septic shock. Sepsis has been described as a paradigm of acute whole body inflammation with systemic damage in the vascular endothelium [24] , and it is well documented that sepsis patients suffered from endothelial disruption and damage [25] . Such damages may result in an [26] showed that the need for vasoactive agent is associated with increased risk of mortality in bacteremia patients.
In addition, patients with APACHE II scores≥15 also presented 10-fold incidence of septic shock, and a statistically significant difference in early TTP group. APACHE II score has been advocated as the gold standard for risk evaluation in critically ill patients [27] , and could partly reflect the patient's underlying conditions, translating into unfavorable outcomes [28] . Although APACHE II score has not been used routinely in children these years, some studies demonstrated it can serve as a prognosis factor of children with AKI [29] , ARDS [30] and peritonitis [31] effectively. Meanwhile, there were also trends for correlation with hematologic malignancy and neutropenia and immunosuppressant use. These underlying conditions may affect the TTPs and outcomes, consistent with the previous studies [1, 17, 22] . Immune status is also one of the determinants of bacteremia severity [17, 32, 33] , and therefore, plays a crucial role in bacteremia patients [22] . Immunosuppressants, widely used in patients with hematologic malignancy, may in fact inhibit the activity of immunocytes [34, 35] , leading to neutropenia and decreased bacteria clearance, finally resulting in higher bacterial loads and severe bacteremia.
Our finding that prior antibiotic exposure and appropriate antibiotic exposure had little impact on TTPs and clinical outcomes is consistent with other studies [16, 17, 22] , while differing from those on adults [36, 37] . Nevertheless, van Paridon et al. [38] stated that the timing of antibiotic use in children, presented early use of appropriate antibiotics, had little association with sepsis outcomes. As the details of administration were hardly found in this retrospective sudy, further prospective investigations are needed to determine the effects of appropriate antibiotic exposure on TTPs and clinical outcomes.
Lastly, we would like to address the potential limitations of this study. First, as a single-center study, the data were collected from one academic teaching hospital in China, the results may not easily extrapolate to patients admitted to other hospitals or in other countries. Second, the relatively small sample size of our study (n = 84) may result in type II error and reduce the ability to determine the statistical significance of the variables. Third, as the data were collected from the medical records retrospectively, some information was unfortunately missed. Clearly, multi-center, prospective studies in the future, using a larger sample size, should strengthen the results of this study. 
